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[0001] #3§TO> NOD2i7°n^^/N°— if 1 (procaspase-l) (Dfe&t:W81rZ£.b&G 

m-tZo £<b^, NOD2, NOD2£^-Rt^y^W-^K mm*?^*^* 

bU vf fifrl^bZ^hXtt^m^v Hcm-fZo 

[0002] if 1 it , -O*— n^>l 3 (interleukin-1 0 -converting e 

nzyme ;ICE) irtPftf ^ '^^^^X^i^^xx^yX (£*T, IL-1 - 

M^ir^^i-^^T^V^cixT-if-efc^ (^#fF^l-4) 0 1? lit 

fllfctfx f&Jfc^ &fc&Mfe& (inflammatory bowel disease) , 
[0003] #*/*-if lte> ^J^N-if mmfcbVX&$L1r5-7vj}X/<-l£ ltf&mmtZ 
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[0004] ^T^^p^^tfi-^^T^lfflL^^^jfei-^o 

#fF»l : H^^mwO0l/67299^ o >7 

##fF»l:^^- (Nature) J. 1992^, &356g, p. 768-774„ 
#^fF»2: rfvfac;* (Science) j , 1992^. fl256l\ p. 97-100 o 
##ffr»3: r^^-J, 1997^, ^386^. p. 619-623 Q 
##W»4 : rf-^>^j , 19973s H275#, p. 206-209 o 
&m&CSk5:r*43--*-U 1994^, £|370#, p. 270-275 o 

^7^K (Blood) j, 1998^, #9l£, p. 577-584 0 
##lr;«7: T^l/yh /^n-^- (Current Biology) J, 1998^. %S%. p. 
885-888 Q 

>X (Biochemical and Biophysical Research Communications) J N 2002 

£299*K p. 652-658 0 
ft&WX^-M/l—j-^ itf ^^rri-J^jjV ^r^hy— (Journal of Biolog 
ical Chemistry) J , 2002^ ^277^, p. 41701-41705„ 
##fF^10: T^h(Gut) J, 2003^. fl52#, p. 840-846 o 
ft&ttXmi-^M-'i-A' *~f 'MJrxi*y-}])V *«*HJ— j, 2001^,31276 

p. 4812-4818 0 

3$%mXWa2.y;\'-?— (K. M. Ulmer), riM^n^ (Science )j. 1983^^ 
219#. p. 666-671 0 

#*m:fcflU3: r^^K^J> 3ft.!H*5*£?tt. 1975¥o 

##fF^CSitl4:r^7 0 ^K (Peptide Synthesis) J „ $*(3Z/7> 

(Interscience) . 3— ^ (New York) , 1996¥o 
##fF»15: rir/V(Cell)j, 1995¥, fg80#, p. 401-411 o 
##ffF;£itfcl6: rf-^V^j, 1995¥> ^267^ p. 2000-2003 o 
*<K?flF^dttl7:r^i3S/— ; T^sf* if? If ^Va^ T1j : t%— Jr7 ir-C 
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^Si/X If ^^"ryY T^T—V Jtf T/VJi (Proceedings of The 

National Academy of Sciences of The United States of America 
) J, 200l¥> H98#, pl3249-13254 0 
^#fF»18: r^ff-Y-j, 2003^, i?423^ p. 356-361„ 
#^rF^Ci)tl9: r/^^-^^7yW 77— ^ni/— (Biochemical Pharmacology) 

j, 2002^, m64m. p. I-80 
[0005] *mw<Dwmte, t^**/-?— \nt&&i'Xari<D£mmkZ4B&u ^.n^m 

[0006] ±|5^M^i?*i-^<*^P^^ i b^^7jL, 7-n^/^- €l^NOD2tf@ 
Kftm-t-Z^tZ^yV^ (in silico)-e^Sab, ^LTNOD2£7*n;*/;^-1?l^ 

[0007] -r*t>*,*5iMtt, utro^.tostfnsiaw^j-ii-rs; 

(i) NOD2^y tf 1 (procaspase-1) (^^Pa^t^^M^-t^ 

(ii) NOD2^u#;^--if 1 (procaspase-1) OJ^StPI^I-S^St^^I'S 

(iii) NOD2^7°n^^/^-if 1 (procaspase-1 ) <0££&ffi$"t-&It£*ftate-t"5 

trl (caspase-l)O^PI*7j^o 
[0008] *]fc#3§ m it, NOD2^7*o*^/"?— if 1 (procaspase-1) (T^-g^Pi.* 
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[0009] &b\Z.%iftW\*. NOD2b7vjJX' < — if 1 (procaspase-1) tD^^Pfi*1-^t 

[ooio] i$b^tz*mm\^ fcm&m&tK mskfc. &fc&mm&, ?*->m*tc\v)<? 

[0011] $.tz.#$£VRl$. NOD2^7°d^^/n°— fef i (procaspase-1) <D&&$:flL&'?Z>i\& 

[0012] £«b«3PJ3te> J^T^ili'Piif^-SPlWJJ-IB-r^; 

(i) NOD2^n^7^/^-if 1 (procaspase-1) (D&&%mWiT%^b%:W$.t1rZ>y° 

(ii) NOD2tyn^7^/N-if 1 (procaspase-1) (D&&%mM1rZ>Z.t%%Fmt-fZ> 
. . . &&Xf . 

(iii) NOD2i:7 P n^^/^-if 1 (procaspase-1) O^^^PtWi-^i^^i-?) 

if 1 (caspase-1) <D&$fB&fflo 
[0013] £fe(££fc#3i§W^ ^T^^^il^^PtWJ^MI-S; 

(i) NOD2^n^/^-if 1 (procaspase-1) <D&&%m&1r2>ik&Vt%'J>ti:<b 
h 1 o-^f-T S^c^T^-if 1 tf>#*£MbPI*#J, 

(ii) NOD2^n^^/N°-ifl (procaspase-1) <7)^?rPIt : -r ; 5^^^>^<i 

(iii) NOD2t^n^7^/-?— If 1 (procaspase-1) <D^£Pl*t-^b^£'>&<£: 
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fclof^firfS**'*— ' # 1 (caspase-1) 0>£j$M#J. 
[0014] &tc*mWl$s NOD2£7°n#*/-?— t?l (procaspase-l) O^llltS^ 

[0015] $?>K^*38§8 NOD2^n^7^^— €l (procaspase-l) (D^^KWir^t 

o 

[0016] $btc^fc*^p^«. ffimmm*^i-%0kfc&M&<o®it%\&£.xf/$.tc\$ 
[oon] &ffl&m.mK ^-ymttcwj^^- 

[0018] &blC#3893fi » NOD2i:7 0 n^^^'— if 1 (procaspase-l) O^^PI^t^i^T 6 

[0019] *fc*58Wtt* »^ Mitl^l ^n->^*fc«y>^ 

[0020] §bJC*»Wt4, MEI^^&^-ffiV^5r^5r#^•t-^^ :3 r^^-efco-C, NO 

-.if i (procaspase-l), 1*3— Kf *JK5^K*^K, tt#!J**i> 

tv^^^ioir^-^-e^^^M-Pi-^o 

[0021] «BJ-ettNOD2^7 P n^7^/N°— ^l^^i-^^^^tBLfCo -f&fc^ NOD 
2<b7 P n^^/^-^l^^i~5^^J:^,yp^^-ifl<7)^#^b^ii$tL. 

^<D^^n*^/N°-^l*^^^-ifl^^tt^^i^^^-^l^^^ 
llf^r^SCt^feTB^b^^-bfCo^^^^l^^^^M^I-SH 
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[0022] [mi-A]FLAG-procaspase-l (C285A)3g^/By7*5:K£>^ NOD2-myc-Hi 

[mi-B]&EI^x NOD2-myc-HisiFLAG-procaspase-l (C285A)&*3§^.£ 
■&^«IJ!&^^^UcHHJja^^^oV ^T^iFLAG M2fci#£J8 V vC&g» (I 
P)Lf^m^ NOD2-myc-His<D/^K^tt}^tiytr^^1-BlT-fc5o 
±ffiM^fl??£{-oV >Tftmyc&#:T-&-g«Lfc^ jg:, NOD2-myc-His£F 
LAG-procaspase-1 (C285A)^m^^B^MWX<D^ FLAG-proc 
aspase-l(C285A)O/^K^m$^c^^^1-0T^ o ^S«^^m^ 

[Hl2-A]FLAG-procaspase-l (C285A) 3§^ffl7°7^K jo £tf Myc-procaspas 
e-1 (C285A)^mffl7°7^5:Ki:lll^bfca^'^NOD2-myc^mffl^X5:K^ 
h7>^^^3>^c^J^d^^mL/c^«^^^feiFLAG^^T^SbT# 
fcli^&l vt\ ^tmyc^;ft:T^m$tt6/^KO*^NOD2-myc^mffi7 P ^ 

- [|H2-B]FLAG-procaspase-l.(C285A)^M7 P 7^5:K*5j;t^Myc-procaspas 
e-1 (C285A)|§mffi^ 0 ^5Ki:ll^L^^C0NOD2-myc^imffi^^5Kt^ 

[El3]FLAG-procaspase-l^^,7 9 7^5:Ki:NOD2-myc^^.7 0 7^5Ki^*^ 
m^-fr^^BJi^lCjoV^, NOD2-myc<D|g^4^##jKMf*IIL-l 0 4<7)J#*P 

[HCFLAG-procaspase-l^im^^^K (0. 5 n g) £NOD23gm7°^Kt£* 
^^ttHBiia^^VNT, NOD2m^7°7^Kl:#t#lft^ $BJ§Sfl-^£>IL-l 0 5> 
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[0023] UT. 1&&te<>\ f *X&&<DM&<OW&&£h\Z&L<Umi'& 

[0024] #3§PJ £ £>V vCtt, NOD2^d^^n°— l^Sf^ffi-fS-i^^ fflgS^HiW 
N0m&7°v$7s<-^lb1&&1rZZk&Wbfr\Z.Lfc 0 NOD2£:/ 

iBi^ti, MftT'IL-l j3 |fflE#:(prolL-l 3 ) <DJjx/<—M ft^W^Wr^R^ 
[0025] NOD2te, CARD15£Wfcf*V (##«v*:ift9) , &*mimft3&9) . 

UffiB&JEB^ a TNF-a m*m>) #^ifc»J^NOD2jtfciF-3Sif 

[0026] dftka^ NOD2^n*^- if l<D*£-g-£PlW-f ^n*^^-f 



WO 2005/05l'425 



8 



PCT/JP2004/017586 



[0027] rtLbfclJLKS^VN-t, *mW\Z.&\,^Xtt. NOD2^^n*^N°— tfl<D£^&Pl 

[0028] NOD2»^^J:«jt^^-Kt5^!;^7 e 5 L Kli^^tbgfi^J^OiB 

^4\Z.m&(0&WMfrty£Z>o NOD2, 7°P^^/^-^l*5it^rtLb(Dit^«± 
fE&iBWb#M>©t-P£^-f * HRfcifciWvCt ^NOD2*5 itf^n*^— t?l 

5l^^££*5fcv vjfcgfM© @ 6Wc£>^ ±K#E?Ufcl75^»:te©£M& 
[0029] rNOD2^n*^A?— - If l©££-£\!£^ NOD2ir;/n#^— if 

- - 2i7°p^^^--^.i^ j ettb^T-©— n%\z.m^xi&&-rti\$&'9z>oMx.\f.N 

[0030] NOD2tyP^^— tf lOife^tt, ^aa:PKfeKufcS*«t»©flMB, 

[0031] #l;ttf> H»J2{^-TJ;5{C, C*^myc-His-tag^#*D$tl,fcNOD2tN* 
LAG M2^^/c^toyc^ft:$:fflV^T^^^^Dyx>fV^1-S^tt^t)^ 
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[0032] t7u*X/<—ei<D£>*mkibttL, •7v*X/*"Vlf%±&1&&U ffi&GfcS:*) 
K?WV(Caspase recruitment domain; CARD) #\ #A£Mfct£Mft ; S:#J£' 

— Ifias g ESJBrStk $x;<~-eitf±f$.£ti%zb*MM1-Z><> NOD2i^n;*7* 
[0034] i"**/-?— \H<d£.j&] bit, 7u*^-^i&mwtetiid&%:. 

[0035] zfvj]^<-M KD^mmwaM. ^n^^—^KD^mtm^x^^— 

[0036] NOD2t^n^^^— ei<D%&&?m'rz4\&QitLx* &$.i,<\*mm£&& 
&m&mr bft&o Noi)2b7v%x/<~^i&&&%!$m&)wmi-z>b\*, %m 

[0037] NOD2t7°n^^/^-iflO^^PI*1-^{k^iLT, NOD2t7°n 
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z>h<DXh^x£<, tfc^mzmALtchoxh^xh iv \ ^cifc, tt^fcte 

if A#^»^^^A-r-5^tig ft^T-fc^ ^Jx.(^^-^-(Ulmer)<DSW( 
##fF»12)^fiJffl-e#So ^^^JI^A^^T, S^^y^KO 

m. m^mr^/m. m&ffim7$;m&£x$%%m7^mm<Dmx<DmK<D 
mttit$/i<$*^mmz, $mt7s.mmmi-zm. mm<Dmi>^m%.zwt> 

[0038] ±fB^y^^K«, ^f^Yit^^X^bf^-WtWl^XM^X^o 

t-e#6o #j;ttf n mt-r^v^y^v^-v-r^m^^^m^xm^x 

YT^7^yB^x^mm^tcmz.mmm&w*mm^ ^xm^n^m 
mwfrb @ tbtir%tfv^^y%®fci-%^t\z.£vm^ffexhz> 0 

[0039] NOD2^7 P n^7^/N°-iflO^-^(DPl$«, NOD2*fe^n^^/-?— ^lSrBSft 
£^XhM1fomfeXhZ>o frfrZtfiW-fe. NOD2£fcte:/n#^-1fl *fc 
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&X%Z> 0 

[0040] NOD2^nj?7/-?- lOJg^&Pl^rSte^tt* § #^*POE*fii^y- 

£**Uy§£\ ^^^^^«NOD2i!7 P n^^/N-ifl(D^?rPtW-r§ 1 b<Z) 
oti<, -TVt^Ot(D-efco-C^J:V\ #J;ttf , NOD2fc^n;fc*/<— - t?l££r*3B 

ai^a^-rs^ tcio^-cts. ^-e^^fcri, ^fcogfr^o^sift 
xw^yy^-^tm&mm^ -?-x-tvx\^ is#-*-m.&^ mz. 

—•79?. ^!lx.tf6XHis-tag#, ^fel0 1 bO*SflJffl"C#S. rftb^ivl^fcte-^ 
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fc^^#^^tLfc-^*-rvt>n (in vitro) ^{j^^Hi^C, 
[0042] fc^te, flig^^U^^, NOD2it^^-fej;t;yn^^^-if lit^T-Sr 

^^^^O^^^-e^tBI-SCl^tCioT, -T>t^ (in vivo) JC*3V NTNOD2 

[0043] £fc, <&%\<Dy—/^Zf])yY (two-hybrid) fe^rffi V ^ZLth fE"Cfc5o $JX-Ji£, 
NOD2i:DNA^M 6 £1*-^ aStLT^^i-Sy^^K, ^n*^/^ 1 

tm^mmt^m^m^mmtLx^ir^y^K joi^M^^n^- 
mt^0^rx(ou^^-mB^^mt^^^t^m^x^ 

^(iNOD2^yn^^/N°"ifl^^^^PE.Wi-5^ffi^fc5^JS-e#2.o 
[0044] lfT=iTi/^x^(BIACORE system) ^<7)^ffi^7X^±fcn.§-feV1r— , 

i/aVyn^v^^TyiM'ife (Scintillation proximity assay, SPA), 
5VM£:iC;^*Bi^^^~^^( Fluorescence resonance energy transfer, 

F^T)^mvtc^m^m^x.NOD2t^^^<-^it(D^^mm'r^t 
&®£mfe-rz>^th-^mxhz>o 
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[0045] NOB2fc£Z7viJ^~Vl<D£&mktt1&ttZ4kWt:m&.U 

. *fctt^©^kSr«aii-5-i:^J:9, NOD2fc<£S:/n#;^-ifi(7)# 

[0046] NOD2{C«t§yn^/N°— fe'lO^^?r-5T|gfC-rS^#t:^b, 

T-CNOD2*5itI ? /*fc«^n*^/N 0 -if lfctttt-fb^SrSSftk**, &WTf\ NO 
D2{cJ:57 p D^^/N--^io?gmb^mi-^^^T^^^^fcJ:tJ ? / / ^fcit 

*fctt*©*^SrttW«^^^J:t>, NOD2(C^7 P n^7^/-?— t?l©?£ttte 

^m-f-^t^^mM^mxh^o m&m^utj;?^ nod2»^ 

5IL-1 /3 SfctttBttS^fc^MiR-t-^IIlJ:*), NOD2K 

i5^n^^/N°-^10^tt^Srli.*-r-5^^^l^^^'CfcSo NOD2lCi§7 0 

[0047] NOD2*5«ttfyn*^-?— ^ li*. ^ixb^a^T-X^W^fe-C^m^^ilS, 
oti<, rtL^^b^'b^ffi^n^^-efeoT^.tV \ NOD2^7°n;^^ 

His-tag, Myc-tag, HA-tag, FLAG-tag, *fcttXpress-tag^©tag^^K 
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[0048] NOD2b7v*Xs<~^l<D&tttcteNOD2\z£%7u**s<~^l<D£mmk 
[0049] tfctt-fb^ftfcbTtt, W^tf^^^^y-^^-***^^*. *fcf*NO 

[0050] ±tmj£jjmx*nbtitc4k&mt. ^*z^--ei<»&&mmmm* 
[0051] ±mit&vo&£Tf±mmmm-t£b\^ vwftm^ommm^ 

[0052] J&ifiL*Ete, M^SlSt (ayKHap-S/^^y Y**s>m m<Dmmz-£oXMM 

BL/c£#t£2&^^J&^^8¥ (systemic inflammatory response syndrome 

)xhz> 0 jjxs<-nimm*xm-?"}xx*te, ^h*h*is>is3y?\ztt-tz>mi®. 
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[0053] &m&mmmtz. &<immm&u mt&&<om* <omm t-=t 

^ ^iS^^tCDSSSr-SttS^Lfc^tCli *J3§ifc£3&*£b&V ^ DSSg^b 

[0054] H«©»IIK:#^S^^o7t— ^^»**t5^H^^»^t-3 

Ti§*TU IL-l/5^IL-l8t>y^^©JtfT»!:#-^b-CV^^«^$*tTV^( 

-1 0 ^imL-is^B^^^n^y^^^^Tfc^^bTv^wtg^^i-tjo 
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T-fc5 0 V^^MMtLX^3^<— ^lPlWJ(Pralnacasan, Vertexth) 

[0055] *^0J{C#^^0OP5±^J^^I?/*fc^^J^tT.NOD2tyn^/^ 
ifli©^Pl*{ci^7°n^^^-iflO#-*#:^Pl*,NOD2i:7 P n^77,/-?-if 
1^0^Pfi«(C e t^D^^^-ifl^«tt{bPI*>feJ:U t NOD2^7 c n^^/N 0 - 
ifl^^^Pl^JCi^^^/N'-ifl^Pl^O^^^K^V^T^^loOPI*^ 

#fC^1-5, E*±^J^J:^/^fc^^^J^!l^T't6o mi<<te. NOD2^n 
^/^ 0 -^liO^PI*(Ci5^^^/^-^fl^#^[^>^bPl*^mt-t-^^^ 

xu/ttat^mMtLx, mz-\i±M-7v*^— vi<D&m.mwmm. ±.w^ 

.$.tcmmM*MfF-t^kftxzz>o 
[oo56] « w imz>mfe<Dm±m& xxf/t-tctefemmz . ±.mt&®. ±.u-7*** 

oh^^l-p^i^ m$.tz.te2m£i±<Dmmm&&%:m^^xmm®. 
^.mtLxm^-r^t^m^\ 
[0057] *mw^&z>mmmM<p ^H^^igi:ii^$ti^> 

[0058] mmft&fctisxn. mmv&mm^fo^xmifimmztiz. %mm. 
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ttmk mmm. mm&m. mmmcDftm&mmmmzm^xi*, 
[0059] mat**. mmmm^^^mmM. #yt?~/vT/v=*-/K *°y 

>\ #/v*>v^/v**-^hy!>iv Ty\fT^ Is 

^7^s ^y-feyy, ^ntv^y^-zK /tfy^i^^y^/K 7 

■ras:i«e*fcH:2«fi«±*ia#*T«ffl £*^o 
[ooeo] gfamio, eKWJ(^ffl^ti#5#a©^^, aijitf^fcflaik « 

*Sk «*Sk ^-WRk pHPS^J, fffiffitt^Jf^tfffltti 

[0061] Sfe^yWfcb-CH:, W^tffchJlLitT^^^iiS^L-T^yBfc, *9L -fe/vo- 

L-rsy&rau tirfcisfcttftc 0j*.tf£ r ys'>\ ^7^vW^©v^f 

-^-^-^ ^y\)Y-;Vm(OmT;V^—jV, i/afa 

[0062] gWflJfcLTH:, y>@£, Biflt £ -7^*7*pyi, ^VWV 
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[0063] mmmtx^xn. m^tmt-i-v)^^ mt*w&> ^m. yv±v>m*m* 

[oo64] ^-hmtvxn. wz&^ThwtrhWJ*. ?^>%£mzm^x%z>o 

[oo65] *%wfc&z>mM&£vmmmf$.mz, femmmtLx&mxzzmz. znzm 

xmMLxm^ftMmmm^tcmz&mi-zzth^mxhZo 
[0066] mmMm<Dmm^m\tmm^fi-r. <smts*i?>)&ft<D#%)&. &s-%m. 

m&owm. mt(&&mw-n. mm. m^xxfm^mmomm^ 
mm). &£z?m%mm<Dmm$?fccxm'£m$i£tiz>o -^matm^mmn 

. $mittgt<Dfcmikghtc<9mO. 01 n g7!>^100mg|i^ 0£L<ra». 1 p. g 

~imgmm<Dimxhz>zkf)mt.L\<\ u>>U£^ ^m^m^^xx<^ 

^mom^-xmxm^^xhxw 
[oo67] *mn<DmmM%)Z® j B-irz>t%\a'£. mmm&^.^^xmmhxhx<. 

[oo68] ^SLtttctemffi®^™ >1* tvbmm-zzb&vzz. z.om& 

. mm. mvtw^fcztcm%tm^m&*m&.i-z>o mx.&. &&am%tix* m 

-^mxh^o 

[0069] &mmtLXi$. &woW&& a ttK/fccrsft-et , zoyPMWiWtvx 

\$. eau %m. mm. ®*m. mm\. mm\. ^±^mm<Dmw^mm^ 
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K«-*ft»fc&cTftqaL x&nMi&mm. mtm, mm#l rasi mm 
, stsu mm, £S3K *v-j*m. m^mm. BftimtoM 

[0070] £b WH^tt, NOD2, NOD2Sr=J-K^-5#y^V^K, tttfy^^JW 
[0071] *°!^ W^TO. ^J^.{ithcDNA7^7y— S fkkfcKAjt^I^ft^ 

[0072] ilBfryhtt, NOD2^7 0 n^^/N°-^l^^^ai-r§fci6^v'^/V*5J;^ 

[0073] £JtT, *»W«rH*6«K^<5tA*Wl!:ttMi-S^. #38«ttTfE<D^tti0yK: 
^IJM 1 

[0074] (yu^^<-^itnKrf^i-m^^^&K(D^y])^x<Dmm) 
m^T^mm^^tcm&n^-^~^x^imunbtitcm^tyti 
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LT, NOD2£jt,ttJLfc 0 
[0075] (NOD2tyn^^/N°— \£l<D&&Mffi) 

[0076] < *t^*5 m©18! > 

5# @ (D^^^T^^fC^L^^ (C285A) ^rffi V ^Co T'n^/^-^ 
1 (C285A) tt, r©175/»ia^ g BSUWaSiBtfcVN, t?l (C 

285A) Ot-yyD-f^^7I/-A (EAT, ORF^B&^i-S) £pCMV-Tag2 ( 
STRATAGENEtt) fclf AU N^lCFLAG-tag^^D^tlfc^ts^^N'—if 1 ( 
C285A) [FLAG-procaspase-1 (C285A))5Smffl7 p 7^K*#7lto NOD 
2<DORF£pcDNA3. l/myc-HisdNVITROGENtt) tdf AU C^{^myc-H 
is-tag^5#*P$tbfcNOD2 (NOD2-myc-His) 7 s 7^^K^#rt 0 
[0077] <7fi£> 

- -HEK293T«(- x ELAG-procaspase-l(C285A)|g^7 9 7^KO^.,NO 
D2-myc-His^^,ffl7 P 7^5:KO^. *fcfiM^Sr*a^t>*T, FuGene6(Roc 
heft) £JB V ^r-^^^v^Ut, M^FB, *r*V&h/2. 5 /z g"f 
offlV^ *fc, DNAO^fitt5Mgi:*5«t5^pCMV-Tag2*fe«pcDNA3. 1 
(-) /myc-His(CTpilLfCo 48fTO*SM, 0. 5mloyv^/<^T-l [lysis 
buffer l:50mM Tris-HCl(pH7. 6)/150mM NaCl/0. 1% f*yhP- 

40 (np-4o) ] KxmmmMmzimistc ^mmmmm^^^i&G^r^n 

— * (mouse IgG-conjugated agarose, SigmattWcte^if^IgG^-g~T;tfn 
-*(Sigma*±)£»]U 4X;X*ltifmm®m\il'tc&, ±«f«rl§|JKLfco #±itfc 
#CFLAG M2^#:|£'g-T#n—;* (Santa CmzftWcteftmyc^fl^-g-T^n 
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(Santa Cruztfc) £*&J0U ^"Tf-BfeteglJgfPLfcSL ±m^T^*bT^^ 
H^*lsIl|XUfco ££-®#£SDS-PAGE-CJSHgL ftmycfcift: (Santa Cruzft 

o 

[0078] <3£^> 

ri^ltPT'tfCo Bll-BO;fe0K:3*i-J:5fcx NOD 2— my c— His iFLAG— p 
rocaspase-1 (C285A) &m&&Zttmi&i>>b{£mUzmi&t&im\Z-0\t vCffiF 
LAG M2fofc%m^Xft&tmVtd&^ NOD2-myc-His©/<VK^tti$tb 

/<— - VibmttZ>b*%x.bii1t<, ttcmm^ mi-B<D%mz&1r£?\z$irnyc&i 

foX-ft&fcWUiM$k, NOD2-myc-HisiFLAG-procaspase-l (C285A)£ 
&%%£-&tc.BJfa®fffi&X*<D^ FLAG-procaspase-l (C285A) <D/<yVtftfi 

£>, NOD2}tyv#X'<—^lbf&&1rZ>bmfc<5ltfc e 
'HJfeftl 3 

[0079] {NOD2\z£Z7-v$*/<~^lO£mmk<DfeM<V$iW . 

[0080] <TOisiU t ^iS> 

7°u#*/n 0 — if 1 (C285A) ORF£pCMV-Tag3 ( STRATAGENEtfc) (C^AL 
, N*tCmyc-tag^#*P$tl/rc:7 P n^/^— ifl (C285A) [Myc-procaspase-1 ( 
C285A) ] mm.my^X^ZntCo NOD2 ORF£pCMV-Tag5 (STRAT 
AGENEfr) WfAU C^{Cmyc-tag^#^P$HfcNOD2(NOD2-myc)^^, 
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l(C285A)£/BV\fc 0 

[0081] 

HEK293HTO;:, FLAG-procaspase-l(C285A)|g^ffl7 p 7^5K0. 5 M g 
*5j:tfMyc-procaspase-l (C285A)^^ffi7*7^K0. 5 n g£NOD2-myc3g 
^JB^T^KO— 1. 0 n g££FuGene6 (Rochett) ^^XYT^7^i/ayL 
tZo DNA«*tt2/xg^6i5{-pCMV-Tag5l^TPSbfc 0 24^^^*^, 0 
. 25ml/wellOyv'^/^^T— 2(20mM Tris-HCl(pH7. 5)/l50mM NaC 
l/2mM ^^l/>v?T5>-E^(EDTA)/0. 5% NP-40] {CTM^fif 
f^Mbfc 0 ^-mmmnm. 2mll£#iFLAG M2ftft^T;#n-*i5Ml£M 

7-2&0. 5mlfflV^T^fn-^2[Hli5fc#^, 2X ST>S^ZfjV^yy 7 -^lb 
n\Mz., 100X:X5^mm^mh± o SDS-PAGET*MHL, ^myc^^^T 
^^.^yzfnyy-^y^^\ FLAG-procaspase-1 (C285A) tffi&VX&Zfc 
i"SMyc-procaspase-l (C285A) (Dm&Wfet tfl<D#i: 

[0082] 

*5V v<\ NOD2-myc|l^ffly7^K*^#W{-^mycfet^-e^tB$tL?)/^>K 
cDir^i^PULc C<Z)r£:te, FLAG-procaspase-1 (C285A)^^-r^Myc-pr 
ocaspase— 1 (C285A) NOD2-myc^^ffi7 P 77^K»^#W^iiADbfc^ 

Mffo^^-f tl\Z.lo\/^Xh. Myc-procaspase-l (C285A) joit^FLAG-procasp 

ase-i (c285A)mz\mmmm^x^zz.ti)mmxtt 0 ^tih^b. nod2^ 

[0083] (mmfoX<DjJ*'<— £l#t##J&proIL-l 0 /3 — <D#)WHL-1 0 £|& 



WO 5005/051425 



23 



PCT/JP2004/017586 



proIL-1 fi£fe%&Mfo\^ ^o*^— tfl»^ffl^7^Ki3J:tf/*fcttN 
OD2^§IJB^^K&>#AU NOD2#£TT*7 B n#*/N°-ifl7^b;fr^-- tfl 
^<D7gtt»3l#i£~ £tk iill&rt WproIL-1 13 *^IL-1 0 ^©9JWffcJ:t«B 

[0084] Wtf>P®i> 
1. ^I^5K©M 

^n^/-?— tfl ORF£pCMV-Tag2lCl$AU N*{CFLAG-tag^#jjq$^b 
fc^o^<- ^l(FLAG-procaspase-l)^M^^5K^#fco NOD2 
-myd8mffl^7^Ktt. Sttt«a3^BI*0*tfe-CfmUfcfflV^ ProIL-1 0 
ORF£pcDNA3. l/myc-Hisl£jf AU C*{Cmyc-His/W;to£ftfcproIL-l 

[0085] 2. proIL-1 0 3c£3l»lJ§&tf>ffr& 

HEK293«t^ proIL-1 jS ^^ffl^7^K?rFuGene6 (Roche%h) £ffl^Th 
7y^7i^3^Lt -t©^* lmg/mlOi^3i^^W(geneticin)-g'^r^fl& _ e 
i#5aLT<^n-^51^Lfc 0 SftLfc*ci-^©5*>* proIL-1 0 ©Ig^^fe 
^tbfc^n-^H^tCffiV^ctProIL-l 0 ^ft^RUSl (HEK293) ] , 

[0086] 

1. - jftHart.-COproIL-l 0 d>£>IL-l 0 ^<0^]»r^S.f?i"N0D2O^j^: 

6«^/K7V- MC. IL-1 0 ^3£»m*WII&(HEK293)Sr5X lOVwelUMLT 
-IfttgaiL FLAG-procaspase-lH^ffl^^KO. 5 n g&> itf/^fcttNO 
D2-myc|gM^^K0. 1-2. 0/* g£FuGene6(Roche#:)£ffl^-tl>7>* 
^^S/aVLfc. DNA<D^ft«2. 5Aig£&3<fc5{-pCMV-Tag2£/ctepCMV- 
Tag5{^-CW«EL^o 24B#K^*^, ^BSat-O. 25ml/welltf>y i/Xs<y7T-2& 

[0087] #^/^bP^L/clfflW«40/xl^5X SDS^>^"/W^77-10/i 1* 
AD^Ls 100°C-C5^^TOSLfc o -tOgL SDS-PAGE-CJglHU ^mycfet^^ffl 
V^^W^X/oy^^Srff V\ proIL-1 3 ^ IL-1 0 ; etU j etVOft*5«ttJ ? NO 
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tf-i*&ffl£l,fc. 

[0088] 2. tf-ltt#tt4lL-l 13 #&{C.K.l£1-NOD2<D$J j£ 

IL-1 3 ££3g3|»(HEK293)£5 X lOVwellSttLT 
FLAG-procaspase-l^mffl^^KO. 5 n g:*5«fctf/*fcl*NO 
D2-myc»Sffl^'7^K0. 1-2. 0 n g£FuGene6£/8V vTh^^^v^L 
fCo DNA<D*fc*f*2. 5ngbtt£?fcpCMV-Tag2*tc\-ZpCMV-Tag5KXm 

4^J£jfc?f (FCS)^DMEMT'2fg«U human IL-1 j3 ELISA kit (Bio 
Source^t)^fflV^T#JR^7 0 ^^3-/HC^^V^ N Jg£±»*©IL-l 0££«l£l, 

fc, 

[0089] 

H3{C^-ri5{C,FLAG-procaspase-1^^7 P 7^^Ki!NOD2-myc5l^y7 

0 a«*i*n*ss«)^^o i-ftfc^ w#*/*-i£-i##ift&proiL-i 

[0090] IU4}C^-r«J:5(-. FLAG-procaspase-l^^,7 P ^^KtNOD2-myc^^,y7 

-1 j3 <D&B]|&fl^tf>#W. NOD2l£J:9iEii£;h/3^a Si W0IUt, 
[0091] &&tt£A* 0!l;ttfJKj!iU^ ^n-V^itTO^ 
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[i] ur<Dmx'omittiz>m^jj&; 

(i) NOD2i7°n^^^— if 1 (procaspase-l) (D&&%mmirZZb&ftWlk1rZ>7 
n#*/<-ifl^#ft{Wt*#8U 

(ii) NOD2^7 P n^7,/N°— SI (procaspase-l) <D&&Z!&mi-Z>Zb&ftWLb1rZ 

(iii) NOD2i7 P n^7./N°-if 1 (procaspase-l) <D&&%mM1r&ibZtt&k1'Z> 
jjxA—ei (caspase-l) ©£ric|fi*#«fc. 

[2] NOD2^n^^/N°-if 1 (procaspase-l) ©t&-&M*"t*5^£&#fc^53fc£ 

[3] NOD2^n^^/N°— if 1 (procaspase-l) <0Jg^&|S#f-3te£&&^«Kfcfcl 

[5] NOD2^n#;^— tf 1 (procaspase-l) <Dt&&&m&1rZ>4t&to<Oft , fe%&re 
fcoT, NOD2i7 P n^7^/N°-if 10^^"5T|g^«^T^ NOD2*3«fctf 
te^n^^-ifl^^^^*, NOD2i7 P n^^/^-ifl(D^^tt5i- 

[6] ^T©»<tO»li*L5Pa*S0; 

(i) NOD2^7°n^^/^-if 1 (procaspase-l) (D^^m^ir^b^W^bir^y 

(ii) NOD2t:/n#;^/N 0 — ifl (procaspase-l) t^^PtW"^^^^^?) 
yn^/N'-iflcDStetePIWJ, 

(iii) NOD2t7 e n^^/N°-if 1 (procaspase-l) fl^^PI*^ 3^ fc&^fctet* 



• WO 2005/051425 , . 26 PCT/JP2004/0 17586 

t?l (caspase-1) 

[7] J^Tos^iitfftSPlS^J; 

(i) NOD2£;/n;&;*/<— tfl (procaspase-l) ©£^%lW1-^fr&&j£*i>fc<£ 

(ii) NOD2^n^^^°— ^1 (procaspase-l) (D^£PI$1-5te^£'>&<£ 

(]n)NOD2t7vlJX/<—£l (procaspase-l) <D&&*VmiTZ>\k&%i*'M£<k 
t>lo£jfr*"S;&*/*— - £l (caspase-1) CD£/&P1WJ 0 
[8] NOD2£:/n#*/^— tf 1 (procaspase-l) <D^^BI*«-t?r#^i"S^3S 

[9] NC^^n^T^— tfl (procaspase-l) <7>^£PI*1-^b^£{K<K£t>l 

[10] |»^^6^fc«7(CfB^cOPt*^J^^«^^tt^S^iSJi:^^J;^X*fcttf& 

Mo 

[12] NOD2£yn#^— tfl (procaspase-l) O^PtWl-i^^n^^/N 0 — ^1^# 

^bPI^^^mil-Sv^^tt^S^^^J^i^/^^^^Jo 

[13] ^^tt^it^, *n-^*fc»*y*^T?fc5ft#^12 

[14] ft*^5lCfB«<D^^&lCfflV^^^m^i-^»^h-efeoT,NOD2, 
^^^-^^1-»®^^5*>^>^^<i:t>v>i a ^ i lo^ % -fvXxs*— tfl ( 

procaspase-l) , 1*=«-Kf 5#y^^^K, »#y^^*^K 
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[01-A] 

FLAG— procaqmse— I ("C2S5A> - 4' - + -4-4 
NOD2-myc-His _ - + + --44 

-191- 



NOD2-iuvc-His 



- 97- 
-64- 

- 51 _ 

-39- 

-28- 

- 19 - 

- 16- 



[Bl-B] 

FLAG— procaspase— 1 (C2S5A) 
NOD2— invc— His 



NOD2— mvc-His ■ 



WB.fixmyctaft 



- 4 - 4 

- - 4' 4 



-* 



FLAG — procaspase — 1 
(C285A) 



WB:ftFLAGtS{* 



- 4 - 4 

- - 4 4 



— 191— 

97- 

- 64- 

- 51- 

- 39- 

- 2S- 

- 19- 

- 16- 



FL AG — pi ocaspase — 1 
(C2S5A) 



[02-A] 



IPitaFLAGtatt 
WB-ttniyc-fttt 



IP jninycta($ 
WR-taFLAGlSft 



NOD2— myc 

i 1 

!>7>X7x9ya>*(Mg) 0 0.05 0.1 0.2 0.5 1.0 



Mvc — procaspase— 1 
(C285A) 



WO 2005/051425 



PCT/JP2004/017586 



[122-B] 



2/2 



NOD2 — myc 

f 1 

0 0.05 0.1 0.2 0.5 1.0 



NOD2— myc 



Myc — procaspase— 1 
(C285A) 



FLAG—procaspase— 1 
(C285A) 



[03] 

FLAG - prccaspase - 1 frig) 
NOD2— niycfrig) 

proIL-1 p 
IL-1 P 



NOD2 



Procaspase— 1 



[04] 



60 

o 50 

to 

\ 40 
E 

~m 30 
c 

==■ 20 



I 



10 



FLAG — procaspase — 1 
NOD2 (>g) 



0 0 0.5 0.5 0.5 0.5 0.5 
0 2.0 0 0.1 0.5 1.0 2.0 




- + + + + 

- 2.0 - 0.1 0.5 1.0 
+ + + + 4 + 



